Early expression of the type III secretion system of Parachlamydia acanthamoebae during a replicative cycle within its natural host cell Acanthamoeba castellanii by Croxatto, Antony et al.
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Supplementary Figure 2
Supplementary table 1. List of primers used in qRT-PCR 
Name Sequence Tm Product Size 
qRTPCR-16S-F TGACGATGCGACGCCGTGTG 60.38  
qRTPCR-16S-R GCAGCTGCTGGCACGGAGTT 60.25 142 
    
qRTPCR-sycD#1-F AGGGCTTGCTCCGAAAGACCTCA 59.87  
qRTPCR-sycD#1-R ACAGGCCGCCAATCCCATCG 59.48 175 
    
qRTPCR-copB-F TAGGCGCGGGTGCAGGTTTG 59.97  
qRTPCR-copB-R CAATGCTGGCGGCCCTGGAA 59.97 167 
    
qRTPCR-sycD#2-F GCAAGCCATGGGCCTTAGCGA 59.78  
qRTPCR-sycD#2-R TCGACGCTGCAAGTCCGAGTG 59.47 161 
    
qRTPCR-sctJ-F GCTCGGCAAGACCCGCTTGA 59.7  
qRTPCR-sctJ-R AGGCGACGCAAGCCATGTCG 60.38 144 
    
qRTPCR-sctL-F GCTTCAAAGCCTTCTTTTTGAGCGGC 60.01  
qRTPCR-sctL-R GCGCCTAGCTCTAAGGTCGTTTCTG 59.46 161 
    
qRTPCR-sctT-F GTGCGGCAAAACACGCGCTC 60.64  
qRTPCR-sctT-R ACAGTGCGCTTGCCACTGGAG 59.92 119 
    
qRTPCR-sctC-F TGCTCCTGCTGGTGGAGTCGT 59.84  
qRTPCR-sctC-R TGCAGTAGGCTGCGGCACAA 59.27 139 
    
qRTPCR-pkn5-F AAAGCGGGGATCGCCTGAGC 59.49  
qRTPCR-pkn5-R CCCTCCTCCCGGGACGTCAA 59.61 170 
    
qRTPCR-sctQ-F TTGGGAAGCGTTTGCGCAGC 59.37  
qRTPCR-sctQ-R CCCACCAAACGGGACCTTCAATCG 60 170 
    
qRTPCR-sctF-F GCGCGAAAGCCAAACTGCTTGA 59.44  
qRTPCR-sctF-R AGTTCGCTGCACTGATAACCGCTG 59.83 138 
    
qRTPCR-sctD-F CCGGAAGAAGAGGACGCCGC 59.84  
qRTPCR-sctD-R GGTGCGCCATCTTCAGCGACA 60.05 143 
    
qRTPCR-sctW-F ACCGCGGAGCAAGCGGAAAG 60.32  
qRTPCR-sctW-R GCGCTGCGCAGAAAGTGGC 60.11 111 
    
qRTPCR-sctU-F ACGTGCTCAGGCAGTTGTCACG 59.93  
qRTPCR-sctU-R CGCTCAGCTAGGGCGTCTTCG 59.67 117 
    
qRTPCR_Mcsc-F TGGCACGTTTGCTTCACCTCATCA 59.35  
qRTPCR_Mcsc-R TGGCGGGGATGAGAAGGCGG 60.95 102 
    
qRTPCR_sctE-F AGCGGATCCTGTGAAAATGCGGG 59.81  
qRTPCR_sctE-R TTCGCGAGATCACTTTTAGCATGGATGT 59.01 158 
    
qRTPCR_sctG-F ACTTCCCTTTGCTAATCGAGGCTGGT 59.95  
qRTPCR_sctG-R TGCCCGGGACTCATCGCTTCT 59.98 103 
    
qRTPCR_sctN-F AGCGCGTCGGCATTTTTGCG 60.11  
qRTPCR_sctN-R GTCACGAAGCTCACGCCCCC 60.04 128 
    
qRTPCR_sctV-F GATCACCAAGGGTGCGGAACGG 60.05  
qRTPCR_sctV-R AGCGCGCATATCGGCGTCAA 59.91 100 
    
qRTPCR-pahN-F GCCCCGTGTGGAATCTGCACC 60.31  
qRTPCR-pahN-R AGCAAGCAAACAACTCACAGGCCA 59.76 124 
    
qRT-PCR_gyrB-F CCTGCGTATGCGCCCTTTCCA 59.8  
 
Tm calculation: thermodynamic parameters and salt correction formula: SantaLucia JR, 1998 
 
qRT-PCR_gyrB-R TGGTGCCGCGTTTGGTGGTT 60 135 
    
qRTPCR_hsp60-1-F CAAGCACGAAAACATGGGCGCT 59.2  
qRTPCR_hsp60-1-R GCTCCAGCTGCGACATTGCG 59.3 141 
    
qRTPCR_secY-F TGGGGAAGCGGCAAAGCGAA 59.6  
qRTPCR_secY-R TCACCAGCGACGATACCTGGCTT 60 135 
    
qRTPCR_rpoB-F ACGGCGCTGAAAGGGTTGTTGT 59.8  
qRTPCR_rpoB-R TCCGCGCATGTGGCGTTCTT 60 80 
    
qRTPCR_hc1-F GGCACAAAAGGCCGCGCAAA 59.9  
qRTPCR_hc1-R AGCAGCATGTTTAGGCGCAGCA 59.9 87 
Supplementary table 2. Cloning primers and plasmids 
primers sequences plasmids His-tag 
position 
Comments 
sctJ-For CACCGAATCGCGGAAAACGATTG    
sctJ-Rev TTAAGATTCTTTAGCCACAATGATTGAC pET200/D-TOPO N-terminal direct PCR product TOPO directional cloning 
     
mcsc-For CACCATGGTAAAATTAAAGCTAGATAGAATCATCG    
mcsc-Rev AAGGGTATGTTTTTTTTCTTCTTGTG pET101/D-TOPO C-terminal direct PCR product TOPO directional cloning 
     
copB-For (NcoI) GGTGGTCCATGGTGAATGAATTTAATATTTCATCACAGGGACA    
copB-Rev (HindIII) GGTGGTAAGCTTTAAATTTCCTGTTTGGCTCGCTGTTC pBADmycHis C-terminal subcloning nt 1-960 
     
copN-For (NdeI) GGTGGTCATATGCCCGATTGGAATATCCAACAAG    
copN-Rev (BamHI) GGTGGTGGATCCTTATTCTTTATCTTCCTCTTCTTCCTGTT pET28a N-terminal  
     
scc2-For (NdeI) GGTGGTCATATGAAAGGTGAACAAAGTCAAATCAAAAAGG    
scc2-Rev (BamHI) GGTGGTGGATCCCTATGAAATCGGTTGATTTTCTTCAGC pET28a N-terminal  
     
pahN-For (NcoI) GGTGGTCCATGGCTATAAGTTTATATTCAAATCAACAACC    
pahN-Rev (EcoRI) GGTGGTGAATTCGTATTAGACGTTGCAGGTTTTTTCTTC pBADmycHis C-terminal  
 
Primers: The restriction enzymes used to digest and clone the PCR products in the plasmids pBADmycHis and pET28a are indicated in brackets. 
Sequences: the restriction enzymes cleavage sequences are indicated in bold and underlined. The four bases CACC added to the forward primers 
to allow directional in-frame cloning of the PCR fragments into plasmids pET101/D-TOPO and pET200/D-TOPO are indicated in bold. 
 
